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1 Ap«»e8sfbrth6prepa««onofarecomblnantpolypeptldeofiaterest,compns,na 
0) flentauon of a p.. W host ce« connprising a periplasm and being transformed p 
1 recombinant expression system capable of bringing about secretion of a po^peptde o, 
ir^erest into the periplasm of said host cen, Wherein said 1em,entation is perfom,ed,n^ 

fem,entat.on medium under conditions such that the polypeptide of interest ,s secreted into 

the periplasm of the host cell, and 

(ii) lacflon of the polypepHde of interest from the periplasm by applying an osmose shock 
to the host cells contained in the femientatlon medium. 

2 -me process according to daim 1 , wherein said osmotic shock is perfomied by adding an 
^nt directly to th. fen.enta.ion medium, wherein said agent ,s capable c* crea«ng after 
dLonw«hH,0 an osmose pressure leading to d^ption of the outer cei, membrane of the 

host cell, and subsequent dilution with H2O. 

3 The process according to claim 2, wherein the agent is selected from the group consisting 
of sucrose, sodium chloride, arginine. lysine, guanidine hydrochtoride, Triton-X 100. 
polyethyleneimine, and suitable mixtures thereof. 

4. The process according to dalm 3, wherein said agent is sucrose. 

5 T„e process according to dalm 4, wherein the concentration of the sucrose In the 
fem,entation medium when starting the dilution Is about 20% welght^olume. 

6. The process according to daim 5, wherein the dUution factor of the suc,oseK»ntaining 
femientatlon broth with H2O Is at least about 3 times. 

7. The process accorfng to dalm 1 , wherein said prolcaryotic host cell Is a Gram-negative 
bacterium. 

8 The process according to daim 7, whereirvWd Gram-negative bacterium i« 

tbe group consisting of Escheri*ia coll, Pseudomonas sp.. Enterobactersp., Campylobacter 

sp. and Vrtreoscilla sp. 
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9. The process according to daim 7, y*ereln the Gram-negative ijaderlum is E. odi. 

10 Theprocess according to claim 1 , ^er^\<^ the polypeptide ot interest is selected from 
U,e group consisting of an Interferon, an interleukin. a growth honnone, a gro,«th factor, a 
cytokine, an enzyme, an enzyme inhibitor, an antlt»dy and an an«l»dy fragment 

11. The process according to claim 1, therein the polypeptide of interest an Interferon 
alpha 2. 

12. The process according to claim 11, wherein the interferon alpha 2 is selected from the 
group consisting of interferon alpha 2A and interferon alpha 2B. 

13 A process for the preparation of a recombinant interferon alpha 2, comprising 

(a) obtaining a crade preparation of a recombinant interferon alpha 2, 

(b) applying the crude preparation to a mulU-step chromatography comprising the fbllowing 
steps in sequence: 

(i) cation exchange chromatography, 
(il) anion exchange chromatography, 

(iii) hydrophobic interaction chromatography, 

(iv) cation exchange chromatography, 
(V) size exclusion chromatography. 

14. The process according to claim 13, wherein the cnrde preparation of the recombinant 
intererfon alpha 2 Is obtained by a process comprising 

(a) fermentation of a prokaryoHc host c^l comprising a periplasm and being transfomred 
«,harecomblnant expression system capable of bringing about secretion ofarocomb.nant 

interferon alpha 2 into the periplasm of said host cell, wherein said femrentation is perfbmred 
,„ a fem,entation medium under condittons such that the recombinant interferon alpha 2 is 

secreted into the periplasm, 

<b) extraction of the recombinant interferon alpha 2 from the periplasm by applying an 
osmotic Shock to ».e host cells contained in the fennentatlon medium. 

15 The process according to claim 14, wherein said osmotic shock is perfbmred by adding 
an agent diroctly to the fomentation med-,um, wheroin said agent is capable of creating after 
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diluuon v*h H.O an osn,o«c pressure leading to dIsrupUcn o, *e outer ce« membrane of the 
host cell, and subsequent dilution with water. 

16 The process according to daim 15, wherein the agent is selected from the group 
consisting of sucrose, sodium chloride, arginine, lysine, guanidine hydrochloride, 
Triton-X 100, pdyethyleneimlne and suitable mixturesthereof. 

17. The process according to claim 15, wherein said agent is sucrose. 

18 The process according to claim 17, wherein the concentration of the sucrose in the 
fem.entation medium when stariing the dilution is about 20% weighUvolume. 

1 9. The proce^ according to claim 1 8, wherein ^ dilution factor of the sucrose^ntaining 
femientation broth with H^O is at least about 3 times. 

20. The process acconiing to claim 1 3, wherein said prol«,yotio host cell is a Gram^egative 
bacterium. 

21 The process according to claim 20, wherein said Gram^ative bacterium Is selected 
from the group consisting of Escherichia coll, Pseudomonas sp., Enterobacter sp., 
Campylobacter sp. and Vitreoscilla sp. 

22. The process according to claim 20. wherein the Gmm-negatlve bacterium is E. coll. 

23. The process according to claim 13, wherein said interieran alpha 2 Is selected from the 
group consisting of interferon alpha 2A and interferon alpha 2B. 



